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Supplementary figure 1. Phosphorylation of EPHA4 kinase domain in EPHA4 constructs 

demonstrating the specificity of the pEPHA4-Y779 antibody. 

Western blot analysis of different phosphorylated purified EPHA4 kinase domain constructs, 

together with PC3 cells with or without pervanadate treatment to induce phosphorylation. The blots 

were probed with pEPHA4-Y779 or pY20 antibodies to detect phoshorylation of EPHA4 KD and 

total phosphorylation of tyrosines respectively (short and long exposure).  

The commercially available GST-tagged protein (EPHA4-KD-GST, lane 5) nicely shows the 

presence of a phosphorylated protein both with the pY20 antibody and the pEPHA4-Y779 antibody. 

In addition, two different home-made protein constructs were tested, a his-tagged KD (EPHA4-KD-

his, lanes 3 and 4) and an untagged KD (EPHA4-KD, lanes 6 and 7). Details of the construction, 

production, purification and phosphorylation of the home-made protein is described elsewhere 



2 

 

[1,2]. For both constructs, reactivity with the pY20 antibody and the pEPHA4-Y779 antibody was 

observed. Untreated PC3 cells did not show any reactivity with the pEHPA4-Y779 or the pY20 

antibody. Multiple phosphorylated proteins were detected in the pervanadate-treated PC3 cells with 

the pY20 antibody, whereas a specific single band was observed with the pEPHA4-Y779 antibody 

(indicated with an arrow). Taken together these results confirm the specificity of the pEPHA4-Y779 

antibody.  
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